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Fig. 4 Expression levels of RIG-I, IPS-1, and TLR3 in iPS cell-derived hepatocytes.
(A) Tic, (B) Dotcom. Total RNA was recovered from the cells. mRNA levels of
RIG-I, IPS-1, and TLR3 were determined by real-time RT-PCR analysis. PH; human
primary hepatocytes.
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Fig.5 Expression levels of HCV receptors on iPS cell-derived hepatocytes. (A) Tic,
(B) Dotcom. Total RNA was recovered from the cells. mRNA levels of HCV
receptor genes were evaluated by real-time RT-PCR analysis. PH; human primary
hepatocytes, iPS-Hepa; iPS cell-derived hepatocytes.
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miR-122a (2w HHEfES | A o A—DJx O VBEEXFEREA =7 F
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DETRE M
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MREE

CERFRILCEIFRIAIA (HCV)DIBHREEICL>THIEFRISNAEETHY .. BE
ICHFREE OFHEICRITT AL o REGHRMRBELT>TND, BTife C BFFRIBHEELLT
[&. Interferon (IFN)B LU /REY U NE—BRIRETHLHH ., HCV DR -1BIEERE S il
MARFEEMELETFRABREORRICHENFEOATCWS, . FBEEN
microRNA (MIRNA)C#H % miR-122a AS HCV Rk - 1% 45 4 28 - M RIE 75
B EMNIFRESNT=, miR-122aXHCV 4/ LD 5 IEFNERMEEL FE1E T HER 5 OB EC 51 = #F
BTBHLIZEY HCV 7/ LORFEALS LCHERZ(REL . HCV ORBRELZIEICHIFEHIL TL D,
H-T. . miR-122a ZEMENOFEMICIAZF CENIE. HCV ORBREEZHETESLHEEALON
%o ZREIZ. miR-122a DT F U AAIXYLAFE (Antisense oligonucleotide; ASO)HY
B HCV ZEELTCRFE SN, BBEREBERATTHNA TS, — /5T ASO X DEREEIL, BIHEMR
BEO-OBRMEEEFH LGV ESICEESINTHY . BEEEORERETHITERT
ETCVVEL, RBEERICBWVLTE. BRREFELEEZAEL IFN EEZFEREICEN
[£.ASO Z&FED HCV BREMMFHIBICINZ T IFN IZKAH HCV B EHE T AN TEES
Y, SEITEWVEENREFECELOTEHELNEE Az, ChETOWRICKY, HiaE
I2BWLWTIEED RNA 28239 % RIG-I (Retinoic acid-inducible gene-)ZF b SEHEED)
RIZIFN EAZFETEDZIENMESIN TS, RIG- (L, 5RGMIC 3 UVEEEEH D A
RNA EEWNRAMEETHIEM 5. AR Tl miR-122a D7 F 2 REFIIZ RIG- 1ZH#E
S HEEG S RIRICEYVBEESE DA RNA 27T ASO THS LNA122-DS #
BAFEL. LNA122-DS @ miR-122a FHEARE. | 45 [l B IFN S5EAeH LU HCV BEIEHIHIZh R
[CDOWLWTE LML=,
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C BFFKHAILA (Hepatitis C virus; HCV)IZ,
1989 £FIZKE M Choo LIZK>THRRESN. ThE
TIEAFBEFREZHEINA T -BEDIBILL
M HCV BEBETHIIENRALHE oIz, BT
TIRRENEIZBWNT200 A, 2HATIX1E7F
FADCHFXBENNDLESNTIVS, HCV (LR
$LTEH30%IERAEFRXELTEBIZEOD. BY
70%IXIEHERT % &75Y 20-30 £ DK A EH I THFE
EFEANEBITTH.HE.C EFAREDE
HEBBEERT 1 B2 4—T7z0Y (PEGlyated
interferon; PEG-IFN)&Y/IREYL O REETH D,
MEFIGAICKYESIE (Sustaind virological
response (SVR) #; BEETHR 6 vADKRE

23

THCV @ RNA 7/ LA RSN MREE A G L
TWAEIE)IIREHUICH LA, #atLshd
BEFE 1059/ ILAEREH T, PEG-IFN &V
NREY>DHRATE SVR E(L 50%ThHY ., FEHMDE
BIT HCV ¥/ LEHRTERNIEN S S C B
FREEEORREIIEZHTH S,

IEEEIT/EY HCV ORI S5 25RMMRNE
FELT. B R0 microRNA (miRNA) TH S
miRNA-122a AEIE STz, miR-122a (&, FF#HAE
IZHLVT 50000 —/cell HERBLTHY ., Frfat
D2 MiRNA D 70%% HHTLVS, 20 miR-122a
1% HCV %/ L) 5 IEBRERSAE TR 7E T 5504 8948
HESIHE AL, HCV OB -1EE+FEICHET S
CERBEIN TS, HCV 4/ LD 5IEFRESE
(234 miR-122a DR RIEHE I L. £ETDOHCV
BEFHECTREINTWSH. BRAADH 7 Bl
HHHEETFE 1b TH.miR-122a ZHEEThIL
HCV I L THIfIRIIC @< e ifFEnd, 20 &
SHEEDPRT, FoI—oDHRYRHITLY, C
EIRF 28 BB LLT miR-122a D7 F LV AAT
XILAFE (Antisense oligonucleotide; ASO) A%
FfESh. REE _HERARETEATNS,
M miR-122a1Z%t3 % ASO I, tHE#ID microRNA
EFEAELIARELLTEREShTLS,

— 75 ASO % small interfering RNA (siRNA) 7
EDREERAVLNTESLRBEERIL. BHERZS
(FH7=HIZIFN EEZFELGVKIITEEIh T
%, LSS, C BIFF A BEELTIFN EEIA
FRASNhTWAILEZRE T HE. BBEERICEW
THERREFEILEEEZAESL | B IFN EEEZHE
AgEIZahIE . miR-122a 12&5 HCOV B iMGidiE
[TIMAT. I B IFN [2&Di HCV EEEFHETH
EMTREEY , SHICEVVABRNRESZET AL
REA%SNS, ChETOMREICEY., ElaBIzsn
TIHEED RNA #FHE 9 % RIGI (Retinoic
acid-inducible gene-l) #EMHILIEHEETEIC |
B IFN E4AZBETELILARESKATNS, F=
RIG-I (&, 5'3RIHIZ 3 UVEEEZE D4 RNA &
BLNRNMEETIIENMONTIND, SHITESE
IZ72Y RIG- ICEBE ST = RNA IZ AU R BRI ICE



FShAIENMESHh, HCV &/ L% RIG- I8
ShAMRAERICBTT SN ESh -, T
miR-122a %, Argonaute2 & AR (RNA induced
silencing complex; RISC) #H kL. ARL ARG %
BRICIZ AR ABERIZRBITT 52 HON TN,
LLED#EMD ., HCV 4/ AITHIRENTAN A5
BITHRWLT miR-122a LEEEL. RECRUEIRE
RELTWDEZEALND, 65T miR-122a 1T
% ASO #HNHEBARL AR 2% FE T HTENT
eThhIE, #ED miR-122a HEHLYEE R
IZHCV 4/ LIZ§EE 4 5 miR-122a #[AEATRETH
HIENHEREEIND,

FITCH 2L, HEFED miR-122 [Z3F % ASO &
YL@ HCV EME 59 51812, miR-122a
DT F 2 REFIZ RIG- (2 & B 5 K5
=YUBEEE D TR RNA #DH1F-3 ASO
EESILT-, ChITkY IFN BEAEFEICIZ T 3R
ASO #AMLRBHIZFHEE T HIEICRYEDEIC
HCV 4/ L& % miR-122a #AFTHIEM
BHECHAEEAOND, TIT H24 FE. (ERL
=55 ASO TH 5 LNA122-DS 1281+5 miR-122a
DIEFEES LU IFN FEEAEFEREE R LIZ, H25 &
ElL. HCV BEEESHRITINHE aIREM R LTz, &
B2, H26 IR, LNA122-DS ) BRREEHE
BHEES N 3 8 IFN SBFEEIC DOV TRE LT,

B. WAk
1. microRNA BRZERES | B/ 4—Dx OV FEREE
BOT7UF R AAUTRILAFROER
5Riflc =Y EEEEH D— AR RNA (3pssRNA)
FERTDEHIT.in vitro BEEE T HED
Template &% T7 7OE—4—5HFL-g5AUT
DNA #/EBILT=, FRILI-& AT DNA B&U
MEGAshortscript kit (ambion) ZFLYT 3pssRNA
DERFET>T=. BFLT= 3pssRNA % 15%RY T4
YIFIRFILERLT Native-PAGE #{727=Db
BRIONUREED RNAZEYHL, RUFIILT
SRS LAD RNA ZEIRLT=, BURLT= 3pssRNA &
miR-122a [ 9 SRR NEZE LI ASOEEET
BALKE. 7=—Y25JL LNA122-DS #E8ILT=,
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miR-122a 1234 HHAE I (L. U2 A1) AHEDERER
HEAEHEDH TS ASO ER—OERIMNERL,
Locked nucleic acid (LNA)IZ kAR (HE)IZ
DNTHY LAY R D ASO ZREICERRIE LNA &L
1= BEIOD R RNA M2 SN TNDIEEHER
T 501, LEEORULEEHT Native-PAGE %17
= (Fig.2a),

2. LNA122-DS (245 miR-122a MHEFEEIC DT
DA

Huh-7 #lia% 96well plate (1.0x10* cells/well) 1=
FEFEL 24 BERE A 2 —b U1, Transfection %
1To1=0 BARMIZIE, miR-122a (20T 5% &M
Bogl 2 aE—EIR AR W75 —EEEFD
3 IERMER SRR A L= psicheck-122aT S LUz
rO—JLTSAZR (psicheck-control) %, #HZFh
%M ASO & &% T Co-Transfection L 7=,
Transfection # 48 EFfiE#EL . Dual luciferase
reporter assay system ZFRAWNCRANLELVUIZD
AR N TS ESEREL=, & well D%
WL D 5—EERECHIET Do bc kY fa%t
BIE o3 A AT N Ix5—ERBREEL,

3. LNA122-DS O | B A A—D O EFERED AT

PH5CHS i (LRIl K2 - T 2 e E LY TH
5JELv/=, PH5CHS #I a8 % 12well plate IZ
5x10°celliwell THEFEL . 24 B5RE#£1Z. 100 nM TE
@ ASO # Transfection L=, ZMD#& . #faH 5 total
RNA #[ER, DNase | CAELf=D5IZ, FEEEE
fTof. Boh - cDNAZEHR ELTEEMRT-PCR
T, HEEHEEFO mRNA BHEOREET-
o CDEE . R IE#E ELL T GAPDH
(Glyceraldehyde 3-phosphate dehydrogenase)
mRNA E0AELEEIZ{Tof, Fi=.ASO [Tk
318 IFN EAFEICB TP REXREEEZRHTS
=& . 001 nM~ 100 nM T LNA122-DS %
Transfection L. 12 BffE1#1Z RNA #EURLT-, £f=
ASOIZkB | B IFN EEEZEICH T HERECITHE
LTI, 100 nM TLNA122-DS £+5 R 72433y
%, BEFHIIC RNA ZENRL., LEEEBERICEER



RT-PCR #1To7=,

S5z BIFNEELRIGIHBBEEFEHICHEESA
BAMEIMERETT B0, sSiRNAZRALTRIG-1E/
waE LT, BRBIZIE, 12well platel &8,
RIG-=%19 4siRNA&ENegative Control siRNAZ%
NFN100 nMTTransfectionLi=05H . 48EER &1
LNA122-DS # 100nM T Transfection L 7= .
LNA122-DS % Transfection 12 EHE LD
ICRNAZERL . EERIRT-PCRIZKYI BIFNFIR
EZEREL:

LNA122-DS @ i ') > B& b A 32 & . Alkaline
Phsphatase, Calf Intestinal (CIP) ZFRLNT37°CT
2EBENE T 5 LICEYTToz. TDREE L
IZTransfectionL . E EMIRT-PCRICEKY1BIIFN S
REDAEET oM. Tzl BIFNEB(IDOWT
LNA122-DSD Z A EHRNAT D D R SREFFRET
A1=81Z. 19bpM525bp D Z AR ERNATEEE D
ASOZ{ESIL . ¥ Hh 100nM TTransfectionL .
128 ICRNAZEIZL] BIFNEREZAIEL
f=o

F=EURILALTO | B IFN EEFE R
#7518, PH5CHS #ifa% 12well plate |88
L. 24 B #1Z 100nM TASO % Transfection L1z,
Transfection24 B & ICIEZE EFFE UL .
VeriKine-HS Human IFN-a Serum ELISA kit (PBL)
ZFALZ ELISA ICKYEE EFP D IFN-oiREZ A
ELT=.

4. Huh7.5.1 1b Feo #RBIZ#1+5 LNA122-DS (2 &
% HCV LoV G RICE T 58
Huh7.5.1 1b Feo #iRa (JbigE RE R AE L E
KYH#E5)% 96 well-plate 1= 1x10* cells/well TEiE
L7-. 24 BSR4 . LNA122-DS £&4¢ ASO % 100
nM T Transfection L=, Transfection48 B§fEl1.
PBS T#Iia% Wash L1=O56, EvhAd—2 LT20%
100 pliwell THIZ., EB T 10min 4> Fa_A—kLT=,
ZO%.HRIWNLDTS—EEEEZE L,

5. Hec1B/miR-122 Con1 #1451+ % LNA122-DS
[2&% HCOV LUz MG RICEE ¥ S #E

25

Hec1B/miR-122 Con1 #fil8% 12 well plate I
5x10° cellsiwell TIBIEL ., 24 BERA#IC LNA122-DS
#&$%&HE ASO % 100 nM T Transfection L=,
Transfection24 B # 1< Total RNA % Isogen % F
WTEIZL., E28 RT-PCR I2&Y HCV replicon
genome B2 E 2L, AWV:=TS547—DES %
Table 2 IZ5R T,

6. Hec1B/miR-122 #IlBIZH 115 LNA122-DS (&
% 1 8 IFN 725 T2 IFN-stimulated gene (ISG)
DR

Hec1B/miR-122 #ifa (KBRKZE-WHER L.

BERENKLELYEE)Z 12 well plate T 5x10°

cellsiwell TIREFEL . 24 BRI LNA122-DS &L

%% ASO % 100 nM T Transfection L=,

Transfection24 BfEi#& (< Total RNA % Isogen ZH

L\"C@QRL\ ETEM RT-PCR IC&Y IFN 8&kURE

ISG mMRNA E%F 2Lz, AW:=TS54T—0NE 5|

% Table 2 [Z7RY,

7. LNA122-DS [2&% HCVcc 1ETEMFIZIRIZEE 3
SixgEt

Hec1B/miR-122 #Hfa% 24 well plate 12 1x10°
cellsiwell THEIEL . 24 BFE . LNA122-DS 28¢
%% ASO % 100 nM T Transfection L 7=,
Transfection4 BEf#ICHEHE3Z# L4, HCV in
cell culture (HCVcc; JFH-1 #)% Multiplicity of
infection (MOI)0.5 TEEZEXH 7=, Transfection24
K1, Total RNA Z[E4L . HCV genome copy
HEEEM RT-PCRIZKYEELT=,

8. LNA122-DS [2&5 Il B IFN RRFEICEH T 5%

&

ENFFERatk PH5CHS #ifa (ML K- MEE 2
FEIYTHE) B XU Hec1B/miR-122a-Con1 #
fid (miR-122a %39 % Hec1B #ll@ (chFERIE
MR IZCont kD HCV LYV S/ LEE A
L7=#1A8) % 12well plate [= 5x10°5cell/well TIBFEL .
24 FFREI#1Z. 100nM T&#& ASO % Transfection L
T=. TNk M total RNA ZEIUY, DNase | ©



MEBLI-DBIZ, FEEZ{T o1, GOz cDNA &
B ELTREMN RT-PCR 170, HilEFO
MRNA #BR B DRFEETo>1-, COEE NERFAEL
L T GAPDH (Glyceraldehyde 3-phosphate
dehydrogenase) mRNA & O IEHREEIZ{To1=,

9. LNA122-DS 244 Il B! IFN FEE8HIcR$ 5
e PHSCH8 #ifla% 12well plate (T
2x10° cellsiwell THEFE S 5 & & 412, Reverse
Transfection 124V RIG- 12395 siRNA L&
Control siRNA % 10 nM T Transfection L7=, 24 B
Ml E A T o=t . &7 48 BERIEEELT -,
Z M. LNA122-DS # 100 nM T Transfection L.
4 FBRICEMZREIT o=, LNA122-DS %
Transfection12 B #1< Total RNA Z[EIRL | 5E &
# RT-PCR [Z&Y 3 # IFN mRNA 2% &5t L1,

10. LNA122-DS |2 &5 B ARG AETEHREAT HCV 1458
&= R F I 2B Rt
Hec1B/miR-122a-Con1 #i81Z RIG-l £L<I&

IPS-1 1Z%9 % siRNA % 100nM T Transfection L

=, 48 B[ # . #l l@ & 24well plate [T

1x10"5celliwell TREFELT-, MAQRETE 24 BEREk.

LNA122-DS % 100nM T Transfection L .

LNA122-DS # Transfection24 Bl HCV L)

AV LBREFERM RT-PCRICKYERLT,

Ffz LNA122-DS @ 5D 3 YUEEEZE Calf

Intestine Phosphatase (CIP)ALE[Z LY BRI

M5, Hec1B/miR-122a-Con1 #i&IZ Transfection

L1z, 24 BEE#2IZ Total RNA Z[EIRL . EE#

RT-PCRIZ&Y IFN- mRNA ZH LU HCV LT3

I/ LEFRE L,
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C. BIEER
1. YEEILT-LNA122-DS O miR-122a [HE 4IRS
BRE

Huh-7 #ifa L. A ABEOMIETHY.
miR-122a AERBLTLSHBEELTHLN TS,
CD#ARAIZ psicheck-122aT #BAL=&Z A, DI
135N 7x5—EBEEFO IEFMRBEICHS
miR-122a DEMEEIIZ miR-122a NERTHTE
T.9394 485 LY 7xS5—EHBHEN
psicheck-control BABELLLELTH 5 2D 1ITE
T L (Fig.3a), — A T. psichek-122aT &
LNA122-DS ZEIFICHIEREAT L. RERNE
TLTWEDEO M85 WL 725~ BIRTFDHEE
M psicheck-control EEEBEEFTCEHELK,
miR-122a fAMER 5% HZ L1 LNA control-DS &
U’ LNA control Tlk, 9324487 W 7x5—HiE
EFORBRIIEELEMOT=, fEoT. LNA122-DS
I& miR-122a BREREZE T D MRSz, Fiz.
LNA122-DS BEARITETEIIVA4 47725
—ERBE(L. LNA122 EARLAREFCEHEL
=MD, LNA122-DS (& LNA122 LRIEBE®D
miR-122a FAEgEEH L TSI EMRESN T,

2. ¥e8ILT- LNA122-DS @ | B IFN FEgE(CRSd
Y E
PH5CH8#lia(= & F#EASO% TransfectionLf=&Z5,
LNA122, LNA control CIEBEELZIFN-JD IR L&
Eahiimof= (Fig.4a), Ei=in vitro transcription
ICRYB LIS RIGICIYVEBRELN S LI—FRE
RNA (3pssRNA) THEHEICIFN-ODFREILEHS
hizhoi=, Fhlzw L. LNA122-DS . LNA
control-DS Tl . mock # &t & L | 91000 & @
IFN-ODDORBARBOHSNT -, EHIFN- alZBLTH
LNA122-DSICKYRR EFNBOHLNIZMN, TODF
BESOEERIFN-alkBL. BOTELNEDT
#H-o1= (data not shown), ZD7=, SHEDKEEIC
BUWTIXIFN- al#E>TiTo1=,
RIZLNA122-DSIZ & BIFN- o IS H 1T DR E
{EIZ DL T ETL 1=, LNA122-DS% TransfectionLL
-0 &L . BERIICIFN- D RBEF AT
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Lf=&Z 5, Transfection12B5[E#% £ CIFN- o RITE
X ERU. 24BMBRICIEDULBP LI (Figdo). &
t=. LNA122-DS%0.01nMA S 100nMETRESE
A CTransfectionL7z&ZA, InMMN S B EZIFN- o
DERBENEBIN., IONMETIFN- aDHRE (X L
U=, £-100nMTIE, 10nMERIFEEDIFN- aF
W& Thol- (Fig.4b).

ZNSDIFN- aDEEHNRIG-HKFEMHNESIHER
9 BH=OITRIG-HZx T SsiRNAZ AL TRIG-I%E
I EILIZES A LNA122-DSEE AL &I
&Y EFRLUTWEIFN-AFIRED ., $92005D1I21{E
TL= (Figb), & . RIGIZ®F 5siRNAE
TransfectionLfz& 25, RIG-ID HBBEHAMRNAL AN
LTS DT/ v o8I LIl EEH#REL TS
(data not shown), SHIZRIG-IZER#E SN 57=0I<
HWETHDHS5ERmDO =Y EEZE Akaline
Phosphatase IZ & Y B U B LY 7= LNA122-DS %
TransfectionL1=&Z%, LNA122-DSE A B EEEEL
TIFN- o R EHH4003 D 1IZIETL: (Fig.6),

INETCORFTIELNA122-DS O RIG- [ZBHES
#5248 RNA £853 (% 23bp ThHolz. CHZAEH
RNA B DEEH RIG-| #4r L IFN- oFFEICE X
PRBERHTHOH. BAORSOIEXE RNA
H59HEI 5 LNA122-DS % Transfection Li=&T 5,
19bp TELEEL IFN- aDEESFER SN DO D,
Z 784 RNA A% 23bp LLEIZH B EFEZE(C IFN- of
BEANALRELE (Fg7) . LLEtOoBRELY,
LNA122-DS (X RIG-1 Z4TLT. | B IFN ORERZH
B HIEMTRSNT=,

3.Huh7.5.1 1b Feo #fGIZ&175 LNA122-DS I2&
% HCV L)V MiGIsh RICER T 585

FIHCVLFar RNA BR#MEEELTHUN7.5.1
1b Feo #MiRaZFLYT LNA122-DS 0 HCV L7z
UiMEIB R EBR L=, Huh7.5.1 1b Feo #HRalE.
RIG-| BEFOEREFLTLSH RIGI #HrLiz
1 & IFN EESERBEIBELAVLIENHESH
TW5, cOHRBIZ&TE ASO % Transfection Li=&
ZA.LNA122-DS EAHBTIE mock &HBELT,
HCV LZ71Jar RNA LAJL (HCV LFYar RNA



BEDIILL IxZ—EES)E 22%FECIHEILZ, —
7. LNA control-DS BABHHULME LNA122 A
BETIE 47%F T HCV LT RNA AL A
SN TLV=, F1f- Huh7.5.1 1b Feo #ificH1+5
IFN-BEFEARET L&A, BHASOIZLDE L
IFN-B #BIZR 5N, ->7- (data not shown),
Huh7.5.1 1b Feo #if@ ClE RIG- #RiEASHEREL T
BNZEEHERT HE. LNA122-DS [£ miR-122a A
FCMAT, I8 IFN EE LS DAN= X LENLT
FYBLE HCV EEERLUEEDEB RSN,

4. Hec1B/miR-122 Cont #ifa1= #5175 LNA122-DS
[Z&d HCV LT Yo MiGIEh R ICBE g Skt
RITHCVL 7Y a2 RNAR B MK EL T, Heclb

Con1#fifa% AL CEEF T o1, FMEFHIHBIT,

HCVeeh R Al fE70 & FE S B CLNA122-DS%E
ERSE =LA, Hec1BImiR-12248 D #4154
IFNOEEMNZEOHLN=ZIEMN D, AHIEERL:
LNA122-DSOHCVL FYa AMGIh BRIz DLW T
BT, COMMIZENTLNAT122-DS A miR-122a
MElgENHLIMEIMEZBRFLEED S,
LNA122-DSIZ&2 T, IV A8 L Ix5—HEH
&= hipsicheck-control 3 A LRI EECHEL
=2 &M, LNA122-DS[dHec1b Cont#ifaiz LN
TEMIR-122a%HERBECHAZEERER L=, Fi=
LNA122-DS% TransfectionL 1= &%, mock & b 8%
LTIFN-BRIBENHI6E ER LT,

RIZ, BHEASODHLHCVER (HCVL ZYz Al
il 88) # Heclb Cont#il@Z AW CTHE L,
LNA1228 EULNA control-DSE A B Gl&. HCVL
JaURNAES mockBELLEBRL TENTNA7%E
FUBORIcHIFlSh Tz, ZEhiIzst L.
LNA122-DSE A CIEHCVL Yo RNAEM
26%FECHIflEnTLV =,

LLED#ERE LY. LNA122-DS (& miR-122 #EZE
A CHAHAELBIZ IR IFN ERHET AL TEE
IZ HCV #IFI e gE Tl AT eMVREh =,

5. HeciB/miR-122 Con1 #i R I & T 3
LNA122-DS [2&5 IFN-stimulated gene (ISG)
D FBFEMBT

28

512, &1 ASO HA#ZOE HCV EEED
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Fig.2 Native-PAGE images of ASOs

(a) Lane 1; ASO containing miR-122a complementary sequences, lane 2; in vitro
transcribed 5’-triphosphate single-strand RNA (3pssRNA), Lane 3; LNA122-DS. The
upper band (arrow head) represents LNA122-DS. The lower band (arrow) represents
the 3pssRNA and/or ASO containing miR-122a complementary sequences.

(b) Native-PAGE images of LNAI122-DS containing different length of
double-stranded RNA region.

(c) A schematic diagram of LNA122-DS. 3P; 5’-triphosphate group. LNA, RNA, and
DNA are shown in italic capital, capital, and lower case letters, respectively.
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Fig.3 miR-~122a inhibition activity of LNA122-DS in Huh-7 cells
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Huh-7 cells were co-transfected with ASO and psicheck-122aT or psicheck-control.

Forty-eight hrs after transfection, renilla and firefly luciferase activities were

determined by chemiluminescence assay. The ratios of renilla luciferase activities to

firefly luciferase activites were calculated. The data are expressed as mean + S.D.

(n=5).
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Fig.4 IFN-p mRNA levels in PHSCHS cells transfected with LNA122-DS

(a) IFN-[] mRNA levels induced by various types of ASOs in PHS5CHE cells.
PH5CHS cells were transfected with ASOs at 100 nM. Total RNA was isolated from
PHS5CHE cells 12 hrs after transfection. (b) dose-dependent expression of IFN-B
mRNA following transfection with LNA122-DS. (c¢) time course profile of [FN-f
expression by LNA122-DS. Expression levels of IFN-f mRNA were determined by
quantitative RT-PCR using primers specific for each mRNA. GAPDH mRNA levels
were measured as an internal control. The ratios of IFN-B mRNA levels to GAPDH
mRNA levels were calculated. Expression levels of IFN-f mRNA in the
mock-transfected cells were normalized to 1. The data are expressed as meams + S.D.
(n=4).
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Fig.S IFN-f mRNA levels in PHS5CHS cells transfected with LNA122-DS after
siRNA-mediated knockdown of RIG-I

PH5CHS8 cells were transfected with anti-RIG-I siRNA. Forty-eight hrs after
transfection with anti-RIG-I siRNA, LNA122-DS or LNA control-DS were
transfected at 100nM. Total RNA was isolated 12 hrs after transfection with
LNA122-DS or LNA control-DS. Expression levels of IFN-B mRNA were
determined by quantitative RT-PCR. GAPDH mRNA levels were measured as an
internal control. The ratios of IFN-f mRNA levels to GAPDH mRNA levels were
calculated. Expression levels of IFN-B in the mock-transfected cells were normalized
to 1. The data are expressed as means + S.D. (n=4).
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Fig.6 IFN-p mRNA levels in PH5CHS cells transfected with ASO after CIP
treatment

LNA122-DS were treated with CIP for removal of 5’-triphosphate group. PHSCHS8
cells were transfected with LNA122-DS following treatment with CIP. Total RNA
was recovered from the cells 12 hrs after transfection. IFN-f mRNA levels were
determined by quantitative RT-PCR. GAPDH mRNA levels were measured as an
internal control. [FN-§ mRINA levels in the mock-transfected cells were normalized
to 1. The data are expressed as means + S.D. (n=4).
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